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mm 



[»^312] (a) Xtt (b) 

( a ) SB3?!I## 1 Xtt 3 K^(Z>ifeSIB^lC^0ffie<j:QimSS2^tI^^ e> 
( b ) @B^J## 1 Xli 3 fB«(3Dm«BB^?b^ ht^^mm^ b < li|g¥^:;^n 12 *y i/ 

MT'm@B^## 1 X 3 IBS® i^^BB^J 3 ~ K 3 S Ji< U IBf^ I® 

§b#-5mM 

[»^^9] &.-f(D (a) — (c) <D\>^-fnti'(DiHV^Zf^}^'. 
(a) lS^J##2Xtt4|B^0DT^ y ^iB3?iJ*^b^'5jKU ^^5^ F 

mf^nm. WA. #jn*fci^#t(^stifeT^ >^^sB^j*^e>^y. (a) ® 
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^^■2 001 — 3 9 7523 

^ U -->y^*t?feoT, iiKr<D (a) — (c) CDV^•r4^*^®7Ky K : 

(a) iB^JS-i-2Xtd:4ia^®T^ ^mf2a«J:^^e)^^ij<U^>^^ K 

(b) IB^J##2Xtt4lB^(3DT^ y^iB^J^CfeV^T. 1 % b < ttiScMCOT ^ >^ 

-^y hili^^^UT^if^rLn^i; hODGDP • GT P3<I^H/iS^{Miii''&vS'l4S:^ 

(c) (a) ®3KU/<y^K(3Q:^;i/yn^-e^SjKy'<:/^F 
^W«t^-^fI^:5:t)^'ftitCDG^eKai?-yrLn^y hO^^'T-^^J l^^T^^ K^-^ 

[11^^14] mmm^&fjK m (a) - (c) (o\/^-mti'(D^v ^':f^ 

KSrn- -5DN ASr-^tf^Jg/^^iJf-i:, feS^r ^ U -IcM-TSG^eS 
ai?->ra'--; h<Z)^^#:^^MJ^^ttJJftS0DG^fi^ai?-:/rL~^y h(D^rr-> 
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5] mmf^^^t>\ m (a) ~ (c) (D\>^-rt\>i)^<D^v^':f^ 
^~-vh^y:^ya^^ hi^tc^'^^mmmm. mms^<Diis^i^:^-' httc^itm 

[lt^^2 1] m^mi sxi^i 9fH«(Z):&^cj:»;#e)ti§, fg:^isic 
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[0 0 0 1] 



mM^m^^^iit^m:km.mmmKmt^o mmicit. ^mmit. ^gpcr 

?i 5: M V ^ r:i^Eikmmmmmt'^m(Dys ifV'-=^y^:^mKm^^o ^^^^^^^ 

izm-t^o nmizit. mop cRizMvxy:i—y^hm^^^^^m 

n^mmm^tt^mm'smmwmmizmt^o sbic ^ts^^a. ^gpcr 

[0 0 0 2] 

MMx\ i)^'D^^^mmmiim^nx\i^s>o 

■ [0 0 0 3] 

(D^^^^^^t^izmi^^<D^of^ji:.^m'^(Dmi0^mm(DM.m^%r:^^i^x\i^^„ 
f)K hmtjim'mt.hxm:knm-k^mmz-=iy hu^/vt^-^i^ommm 
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# 



[0 0 0 4] 

#^/<::^^KY (npy) K®^^^^^m^T®lcM 

CO 0 0 5] 

(GPCR) 75)^ l5:^^fi&i:ffiM*rsri:*<WbA>i::^o 
TVNSo -fen h-> 5 -THTgC ly-fe;;''^-®^' ^yt? h (KO) 

■fe':^^t-(3DT>'^=r-:^ bl*S:^^ititl$it, 3!^Jc> npy y 5 i^iz:;^^Jf-<D 

[0 0 0 6] 

[0 0 0 7] 

[#il^ }?)^«?^ b J: e) i: S ^® ] 



5 



2003-3005927 



2001 — 397523 

[0 0 0 8] 

mm. ^ m^^-t tc i^<D^m 
Rc 5 Di:v%e>) (Dm^^f^mm=^7'j}^'^'y:^(Dn^'r^iz^^i^t^^^^t:^ 
mzmmmii^mmh. ^r^mmmfi^±M-vr^o z.(D^t.tf^^. GPRC5Di±g 

S^^SW^^lc^^ie^^Sr^^-tStt-r^efeSo ^rT% GPR 
C 5Dil#@G^aKCD^^^^®e/U~X^«ilb, -etlS:MV>TGPRC 5 

[0 0 0 9] 

i-J&t)^, m)*T^P'e.f§^"r^GPCR> GPRC5D®|g^=feb 

< ttiltgS:«I0t- S%^&*^^:9-i:t--5m:^SE?&i^^^li#^'rs= G P RC 5 
D<©^^S:«^Mfi«IlC«ItIb#-5#^il bT«, b < ttG P RC 5 D Srn- K 
-r^mRNA(DT>^-fe>:?^=K^*^#lf ^tlS, Z(Dm^. ry^-^y7.mwL\is^ 

-&#AStl7£:?i^MflS®?^ffi,^%ll«^tl#So GPRG5D(Z)aigS: 

[0 0 10] 

fc, G P RC 5 DCD^^^t; b < iMIg&if^-r^^H^^^i^^'-^l 
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^^^m'^mmmmm^M^'t^o g p rc 5D(Dmm^^mmizm^hm^m 

[0 0 11] 

^cfev^T. Gse^oGDP - GT p^mEmxitmGm&^fi^^m-t^m^^ 

[0012] 
[0013] 
[0014] 

J \z.i^\^xi^^mm\zMm-t^. 

[0 0 15] 
[I^^CDHiS®?^^] 

2^l§BJtt, mj^^T§Pl?#g3^-rS.GPCR, GPRC 5D(Z)^ig%b<«atgS: 
[0 0 16] 



ffi|E# 2003-30059. 2 7 



^^2 0 0 1 — 3 9 7 5 2 3 

TGPRCS.Dj it. f^itM^*;i/^^>mi^-fe:/^5f-#:7T^ u- {yy^V 
-C) ©HS^KltS-^SIXS-^^t: hGPCR®T^ y ^Sa^JS:MV^7^E S T 

yMSS^J^^bJ&'Sli bGPCR^SScD 1 O-efeS (Brauner-OsborneP), Bioch 
im. Biophys. Acta, 1518(3): 237-48 (2001) ; GeneBanklC^f6## : AF209923, 
XM006896, NM018654i:bT^i^S4xTVN-5) „ Lir^htJtf)'^.^. ^(D^mmm^^ 

[0 0 17] 

7?Jji&8 2%®ra-"i$&^i"SJi^^n^mGp r c 5 d (ia^J##4) 

TVVS (Braimer-Osborne^, ±^ ; GeneBanklC^fe## : AF218809i: bT^^ 

3tlTv^-5) ar. ropRcsDj nmm-^n^M-^it, UNGPRCS 

[0 0 18] 

G P RC 5 D(D^m^ b < liaig^WJ-rSifef^^ 

J li, m-K^-oDfei^w^^v^ m^^mw^<Du^jv. mi&n^<Dmmi'^^^> Mm 
\^-fy^is^^m^x^mir^%<Dx^'ox%^\>^o mm^nm-t&mwi t 
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I ^#2001-397523 ^ 

[0 0 1 9] 

-ifPiwj, RNA^^^^i^. mi&m^mmm> mBM^mmm. se^^tt 
s. m^x\ GPRC5D(D^m^^m-t^m^<Dn^h\^-mmt. gprc 

wii Hit. mmmRNA i^mm^mm) ^^m^^mm(Dmmmm^rx^n 

zfv ^-^ xi^td'^mxmmmmRN A mmm^mm) fcn-F^ti-s^Ku^ 

T%RNA•^^oT%J:V^b, &S V^ttDN A/RN A^pjpl ^T'feoT=fe J:V>o 

ymp:i^:^v^jv^^i)'^mM>iziB'm^ti^(DX\ :^mm(Dry^^yy^mmit 
. i&Mmmiz^^r£^:tv ymm (u>mm-^(3dp=o$:p = sicmsi) ^2' 

ti^mvf hn^ti^. :i b I* y Jif y - ^ n a: r Sr^Mt" if 

[0 0 2 0] 

*i«K®T>^'fe>X^m<D:R$li, GPRC 5D<Z)mRNA=fob<Ji:gO«|^ 

tf^^2 5me r <D:tV uDN A(Dm^. ^S^^T'^GPRC 5D®mRNAi: 
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^ 8 0 %iji^_h® m — ffi & ^ -r s =b © -e ^ tiis J: V \„ 

[0 0 2 1] 

^mnX'&Mmcmmiltr£<^ GPRC 5D®mRNA(Z)^BB^Jt?$>oTtj^ 

liGPRC 5 D©mRNA(Z)5' tR^t!)^ ^ n - KM^® C5^^^ T' (iB^tJ## 1 
ia^CDSa®B^Jt*»:^S«# 1 ~ 1 0 3 5, 3Z.l±lB3?(I##3fS^COm»WJffJm« 

5' *ig;5)^e>n- KfS^®Np^5gffiiI<iD^^T'^y, * b < liM^&u K> ( 

iB^J1l# 3 sS«®iSSIB^JfC^3VNTliiiS## 14 8 — 150) jg^^i^^fS^a 

[0 0 2 2] 

$e>lC, :$:^^<Z)T>^-fe>>?.^mii. GPRC 5 DCDniRNA%b< Mil 

GPRc^Dmrn^tm^Lx^mm ihvzfuy^x) ^^mv. hirna^ 

® ^ ISW % © -efe o T % J: V>o 

[0 0 2 3] 

GPRc 5 D<D^^^nM'r^mn(Dm(Dis't. h^^—mmit. gprg 5 d© 
1-1 0 3 5, xitmnm^ 3 mm<D^mmm^^mm-^ 1 4 a ~ 1 0 4 

ii^sfesr^t't'S RN A s: v% e» m^x},tmmmm^^^u<D^&mm^m-t^ 
^mxitmmMm^£mmmm'^^^^-t^m*jDNA^%^^^^m^t.Lx 



1 0 
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# 



^mm-m-r^ (^t>'&xmi om.mmm) ^mRNA<Dmm<D'mm^mt.^um^ 

:^|g•r-5ii:;&«^v^^v^^$ e>^<S$fJj^S:*-rSo GPRC 5 D®mRNA:^^S 
^T-n^tc^^Jt ^t.^ m-^iz It. R N A ^ U - if i: tcM-^ L/# § -f 
;?.^mfi3f5®RNA^5^~:7$:3tMb;/cyN'f ^'U KU jKif-f A^Mv^v5zl^:^c 
|ge!»i2^J&-^2|s;^{C^Sr [ Proc. Natl. Acad. Sci. USA , 98 
(10): 5572-5577 (2001)] „ -^^K. U3t?if-fA&, ^tl$r=f~ K-TSDN A«: 

[ Nucleic Acids Res. , 29(13): 2780-2788 (2001)] , 
[0 0 2 4] 

G P R C 5 D (D^^^nPi-t mM(D $ e> fCS[I®-?ja«> GPRC5Da)m 

R N A =fe b < 3 - \^mmn(om^mn ii3iimm^mm<Dm^it 

RNA^^ (RNAi) i:tqili;nsJS#«. &.mtf^^m&^ M*. ffl#;^T*^^ 
Nature , 411(6836): 494-498 (2001)] , U sffif-f A<Z)f^#K^^ bT^S S 
[0 0 2 5] 

2^^p^®r>-^-fe>>^:ru df^?^' i/^r^^ F;&tJ^'j7Kifw gprc s 

c D N A@B^J=fe b < ^ >y D N AgSa^JlC^^ V^T m R N A =b b < «^!Jii^ 

i^Mi^(3!)S6?fgB^JS:^^b, ■miR®DNA/RNAgi&-^^a iTzf^^l^'A 
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[0 0 2 6] 

GP Rc 5 D(Dmmmfjt^m^mm^u^jvxmm't^m^<D^^h\>^—mm 
It. GPRc 5Dic*f"rstn:#%b<ii-e(Z)7^^*^> h^rffe-So ^iftft^a, 

e^#^*{CJ:y#^f SdilJ^J^T'^-So mGPRC5D^#:a)7^^^>htt, G 
PRCbUiZMir^mmm^U^ (CDR) S:^-rSl^*; V^:^)^^St,(^)T'feoT 
%i<, m^it. Fab, F(ab')2, ScFv, minibody^jb^#lf b^lSo 
[0 0 2 7] 

mxit. -i/u-^jummt. GPRcsD^e^^^vNii^cD^^ij^^^ 

h (iE>MJC/;S;DT, '^7i/ifil^tr;b:/^ >^ KLH (Keyhole Limpet Hemocyanin 

IC, |&#^(^)^Tfe■5V^«jgSSp^^C2'-3M^fe^^C2~4|aSM^#b (gPtS-S^ 
<) , «M:^e.^*^e)J^3'-J^l 0 H^lC^i&Sr^g^bTtriJD&llfSrffiSS-rsziiltC 

[0 0 2 8] 

i^^Aj-mmhim^-l > II2-14K. ■9-'f3:>::^:7:r-^AffiM, 1985^^) lcj:U 
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~4 iii^T^'5v\iijKj^i^fcig#b. mmn-¥(Dm3 Bm^mm&^^fHtvy/^ 
m^mmi^. j^stm^um^^o c!:oDQ«i:#itffl«HjS& m^it. ns-i, psxs 
3Ag8;&^) ^mmm-^hxmm^KM't&'e^ ^^u-^)vm^^M^-t^/\^:f 

U F~*7S:#So ^HJBgiH-^liPEG^ [ J. Immunol. Methods , 81(2): 223-228 
(1985)] l:%mB^^JVy^m [Hybridoma, 7(6): 627-633 (1988)] -efeoT%<J: 

J^:!fc 5) S r T' ^ S „ 
[0 0 2 9] 

[0 0 3 0] 

G p R c 5 D <r>mmifm'^ ^mw$t. \y^y\^xnuir^mm.o^%(j>nt. b v^ffi 

fiP*>T>^^ v'-i^fes^ GPRC 5 Dic^i-ST::^^??"^?'-!^:, 
aS:MVNT^>^Alc;rU=f5?^l/:t^K (M;ili, iMl6 om«) fe-^^b, 

y dr^^ i/;r5^F<D>^-;b$:^^ig-r^o se^c^saR, kp-^gprcsd 
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t^^-t^y^v zi^^uTt^ y^^ry^-'r^ -ij^A-v-^m-t^. ^mi^r^^ 
mMiim 5 m&.±m *; z.^z^-ox. gprcsd i,zmm^<om^^r^^ ^ 

[0 0 3 1 ] 

GP Rc 5 p<Dum^mmt^mM^mm^^tir^mi0iim^mmit. mmm 

^ii^f^^'y V ^"T^) 7.7-1^ (DDS) (Dm.f^%^MMX%^. M^l^, 

KM-a-lcg^il^fcPNA, U >^'t*&<Df^t>y tc^;P7W >#*&&^t-«> 

u y y - A/a: > K V - A A^ e> ©jiii ^ i± -§> ^^nrigx-fe y , ^ 
*i&a)^t(if:^-y dr:^^^*pNA/RNAel^r-a•^as:Mv^T^^^cM|g•rsri: 

[0 0 3 2] 
[0 0 3 3] 
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yji^tlSc i}^7ty^VTH\f-2^lt, m^it. DOTMA, DDAB, DMR 

m G P R C 5 D Jrif*: © #i U y - A m lcM«^ tf cr. =fe # S o 
[0 0 3 4] 

x> Fi^^r h-s/^ic<fcy5jyjittifeU3j<y--A?:U yy-i^s*Jc 

i; yy-i^ilBfi-^i-SltflCX^ Fy--A/jNBa3b^e>IIHJiS©lC|^^i©*^lEaiStl 
[0 0 3 5] 

m^inLxn. m^it. mm\^. mmm> mm\H. miei^, 

[0 0 3 6] 

iz^-oxm^j^^fiK mAiB^rz^vmm^^mnhxmo. ooos-^^ 

2. 5nig/ks> ^^h<\>tmo. OOS-J^O. 0 2 5 m g / k g ©^HT^ 
fey, itiS: 1 ia% b < Itrnmic-^il^xn^ir^ ^i^ii'^X^^o 
[0 0 3 7] 

-f^^-o^xotjtwm^^^ (je^T. mmmm^^t.^^^^) x%^m^. 

1 5 2003-3005927 
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n'i7^;i/7.LTR, ^'i7>5.Efei®'^7-Y;b:^LTR, MoMu l va^f^LT r, r-T^ 
>^ '^>r;i/:;^.a5tS^ail::^n^-^-^(3D^7-f ^n^-^-, MtJ^C /3 - r 5^ 

ic^fg $ ti -5 i -9 {ciB« $ 4x s z: ^ v^ e) o 

[0 0 3 8] 
- -9- ~ @3^j {CSB« t- S r t> -t? ^ S o 
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[0 0 3 9] 

m%mm^<Dn-¥Kts'MtjtK^ ^--tLxit. uhu^>(j\y:^. r^rJ^^^AJs^y^ 

MJiSiC=fo^ARrfgT% fio5S^^5^^^yMb@B^J (ITR) $::/^.bTg§^#:lw^ 
[0 0 4 0] 

) 5^^^ l/^^ K$:'^tf^^^^-*'^#if ^tl-5o Mx-li, GP RC 5 D3tfe-?-(0:^ 
[0 04 1] 
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[0 0 4 2] 

^J&v^„ bA^L>&*^e>. mmommizumrmzmmmm^s^^Mmzmm-t^ 

[0 04 3] 

iJ? - IC h ^ > X # M -5 y n -t— if % t MS U n > If :h - if T' & ^ i: 
* b V > . r ® J: e) U 3 > If -rh - if ^ U n > If :^ - if ^^SB^JcO^iE^ 

■^tJitilbTti,. :^J^®®/^^7^U:r7T-t^P l fi5fe<^Crey n>lf-:^~-^i:l 

[0 0 4 4] 

ere U 3 > If — "^fitJ^^^ :!ty T - i^X^^ S tlfe*^ #^6*1* D N A 
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^^^^j^^^idh^ (-©ymUiKlS) . M^SDNA55-f-JlK:2o<Z)loxP 

A-fym:&<^^^ A-^^±izmA^n^ mXBLlZO C J. MqI. Biol. , ISO: 46?- 
486 (1981); J. Biol. Ghem. , 259 : 1509-1514 (1984); Proc. Natl. Acad. Sci 
. USA , 81: 1028-1029 (1984)] a U ffi b)SlS®M«. mm^mmiS^ [Nucleic 
Acids Res. . 17: 147-161 (1989); Gene, 181: 207-212 (1996)] . Wf%^>(}V 
^ [ Proc. Natl. Acad. Sci. USA , 85: 5166-5170 (1988); J. Virol. , 69: 460 
0-4606 (1995); Nucleic Acids Res. , 23: 3816-3821 (1995)] , h^>7.^:^^x 
ZLv^'^'OTs [ Proc. Natl. Acad. Sci. USA , 89: 6232-6236 (1992); Proc. Na 
tl. Acad. Sci. USA , 89: 6861-6865 (1992); Cell, 73: 1155-1164 (1993); Sc 
ience, 265 : 103-106 (1994)] tlT V^S. 

[0 0 4 5] 

[0 0 4 6] 

A^fj^in vivo^£(3DV%f tl*^"efft)tvSo ex vivo?£®##, m^mS^^<^^^ 

-r^umr^^^^ m^imm^mzmmmizK^ - ^^a^m (in situ 
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[0 04 7] 
[0 0 4 8] 

® 1« V ^ ^7 ^ ;i/ X ^ - 0 «rig ii S o 
[0 0 4 9] 
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[0 0 5 0] 
[0 0 5 1] 

[0 0 5 2] 

.GPRc 5Di^, mikM^MKmw-t^ty^i-jvB^^W'fi-r^m^^i^^& 
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^^2 0 0 1—3 9 7 5 2 3 

:iinz^ijmmm^i!)'^^r^^-^t\>m^^Bmi ^.v^v^, m^js. mmm^ mmm 

[0 0 5 3] 

-GPKC5D<B^m^m^-t^m^t:hXit. GPRC 5D»>{Kd^^> 

RNA^©^-^$:-{E5ib#'5H^^ GP RC 5 D^a«®i>«l$:ffllf!lf S 

G p Rc 5 Dm}£iMo>m^<Dmm^i&M-t^m^^t>mif^th^i)K ^ y is^s^ 

K'Dmm&^^A^^t.hX. GPRC 5 D^aW%b<li-€'®^^®. GPRC5 
[0 0 5 4] 

GDP • aTF^m^j^^^^^t^'m^^m-r^^v^zf^}^. $>svm*ci®^ 

a®^H^l?«^'5*^. t: h:at>'vf7X®GPRG 5D^>^^-2::^^^'ffSl&-hl^ 
;i/yni^ (ortholog) S:V%e>o bfc3{)^oT, j^ie^o^^SWMJigt^^i^li^ t^l^ 

[0 0 5 5] 

GPRC5p^eSXti^(^i^##Jli^ Mx.Jitl hX 1*^1^7 X. &SV>li^7e/ 
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GPRC5D0cDNA^rn-->§::^n-:/i:bT#il 

AbT|63^^-&. mimmmo>m^Mm^ti^h^O P RC 5 D^^-^, His-tag 
T'^So GPRC 5D©cDNAiB^J (BB^J#-^ 1|B^® 

m«ia^jfp^s#-^ 1 ~ 1 0 3 5. xiiSB^j## 3 tB^(DJsaiB^j*is*## 1 
4 8-1 0 4 TT'^stism^iB^j) m^mm.m^mM%m(0K^mm 

T'feU, ^^#ttGPRC5D®^^#^^^'l4&^'fl:S■&^V^|gH^?. GPRC5 
[0 0 5 6] 

GPRC 5D|iaK32:ii-€-®^^%5:W^^:^>il"t-S^vSW«^t^S^^i±^ *^ 

GPRC5D^#^ Mnm^ h-t^ ^-^mkmrn ic sg b t ±is b ^ e> tc , u 

li, GPRC 5 Dga^X«^®i^^i^$::^^:r>'ffiU jKV-AlC^^bT^M 
>fb-rs:ii:%-e^<5o SaKl±7i<UT^:*-:yttT'feS®"^> :^j^:r>SU d^V- 
iiiGPRcsD^^ (^f*b<ii. ry^zs=-7.vf^^x\t^y^^-:^r^=-^ 

[0 0 5 7] 

GPRC5DMasxii ^ (Z)*t^i^ Mmm^ tt^ &^mmmmmmm i^. ® 



2 3- 
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3 9 7 5 2 3 



So ^momn^m^tvxii^. mi^it. mmp^. mm^> mm\H> ^ 

[0 0 5 8] 

fefeU^^^^j-AilbT^O. 0 0 0 8~)^2. 5 mg/k g, * b< li^O 

0 0 8-^0. 0 2 5ing/'kg(z>|gH-e&y> im^L <itmmK^ 
Tts^i- s 3 i: ^ s o 

[0 0 5 9] 

G P RC 5 D(Dm^^m^-t^mm>K GP RC 5 D^S WXtt-?"®*^^*^*?? 
[0 0 6 0] 

m^tL^^^mmi^mmmm^mm-t^. :in^<Dm^mit. gprcsdicm 
uxr hm^> yy^^-'x htsffixt^^r >A-xr h?si4%:^t- 

^fe, gprc 5 D(Z)ai§$:ffliM=fob<«iEjit-SifeiK(Z):;?.^^ U-->^:&^^ 

[0 0 6 1] 

ZlZl-^ rrdfzi;^ htS-JSj }L\X^ GP RC 5 D^^#:lCi^M6*flC^-^b> GP 
R C 5 D © tSSM ^ -^^^m,(h^mW^ & J: y ^SI^M 7 h ^ it S 'liM 5: V ^ e) 



2 4 
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• 



^2 001—397523 



yf^'m^m<D^m'^m t ^ h x it± < mm ^mt-^^j^^ ^is « v> o «e o t , 

[0 0 6 2] 

Gag, Gaj, G a q) ®^^#:i^^fI^{CO V^T#lgbT#e)4^S. ^M®^ 
^#-GMaS^I§5S^T'fe-g>o GPRC 5DgeK3Z:ii^Oit^#li> -ttB© 
W1S^?&3^^® i:bTJiiab;fe3lU0%OT'^S. GPRC5DM 

, ^i/, zT^. ij-;!/, hm<Dm^mmm(Dm?^m^^^-t^m'^ 

[0 0 6 3] 

Gg7T^ U-fCM^rSGa (Ga^) li, T7^-;VlEi/ ^ ^ - If b 



2 5 
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^^2 0 0 1—3 9 7 5 2 3 

if -Sr^m^ilb, ^(3D?S'[4S:«lM-tS=fe®T'fey, G a ^.j-G a i_3> 

&§V^«G2^;^)^#^f fcn-So Gq^^T^ U-lCM-tSGa (Ga^) li. 

K».yfG a q/Ku K«^ti€ti, e#<^)G p c RiKom-^i^m^-t 

m (GBM^^) $:^"r-g>wi:*'5iK^llt?^-§>o G a ©X^|g^^itfil^(^^:^:^)^^ 

, GPGR^^M^»C5fc$g3e^icfey, ^fr->5i^i/:r^KM^M^ 
y^xfjtE) "efe'&z:i:*<we)*Hc;&oTvxSo gp RC 5 Dtc^f s^m^ilru 

m^^#:tC^^g-r -5 G a CD R B ;b^^BS#M b T G a <D 3 > 7 :t - a 

-GTPim^mz^mvx^om^^i&Mximmt^. -is. -^yj^-T.r 

^yiS^^mm'c^^^o^x. ?S'ffi'fl:M(^Ga-GTPi//<;i/*^M^i>b. ^^H'^ 

T S^(3DGa(J!)GTP a s e ?S1ilC J: oTinzK^J^^^&^t-t^VNGT P T":J-n ^5^^ 

• Ji:fe^-5-^JCj;y, G a ic^l^J-SGD P • GT P^mR^^zmt^WM. 
i©«0^:^^M-rs^iiA^T'^, GPRC 5DJcM-r^U;^f> F?§'l4S:^i-'5 

itfin*rti«, ms^ii«^WttGPRC5D(c^f sr=f-:^b^'ffi^^i^> ^^'^ 
siiGPRc 5DtcM-r-5>r>A->^T^f-x h?sffi&^L. '^^x^-^mzi^ 
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.#2001 — 397523 



[0 0 6 4] 

v>o fe^G p Rc 5 D izM-t^ V is> K55><x ^ u ^sfitiii, m^mi^ 

[0 0 6 5] 

G P R C 5 D IZM-r^ V iify }^<Dmmt. Ga:^V^Zf^ KCD^^H'^^f^M 

GPRc 5 DmB^xit't<Di^^mKm:^x. $ e>ic^*^s:^tfiMS— «»m 

G a U KJ*:^^ -f "5^ -f ©"e* o T J: V> ;«>V G a g^K U ^ >^5^ K2&t>* 

G a i jK U y 5^ K «^:m^*BSf^M^J^:&^ Gaq®%®T'SiJIS*lfe^:^^>Ky 
^-5^ KT' -5 r 21 J^)^i^^MT' § o gyo 7 r ^ U - tcM-r S G a 

•rSGa(Z)C5[c$gCDjKj5T^>'^eM (BPt., RBM^) S:, S#(Z)C^^iB3?!f 
b =fo (Z) if e> tl S . 
[0 0 6 6] 

7^7. U-^>'^^^CfeV^T. 3M®GQ!3j<U^r^5=-F*^GasXliGai(D^ 
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.#2001 — 397523 



[0 0 6 7] 

PJIS:, iac AMP^il#S:Mv^TRI m^it. I ) , (^J^li. TJl 
;5jU>i^>^7T^— /<:;V;f#i/^f-:if^) , m^lt. FITC. U 

^l:^^Vt=i c AMPi:(Z)^-^>f Ay T^y-fe-^l-J: 
AC^^timm^K [a-^^P] ATP^^iDb. i^^-^S L^^P] c AM 

^»K(5r)#^tT®:T>*##^TT'AC?g'l4§:M^ • itiib> 
TT'ACtS'ffi;5)^iiin^4xl«mii^#fMttGP RC 5 DK^ir^r::^-^ 

ffi3L#MfIJi!c^-^tf#'^i*> M®t#M#^ETi?AG?S'{£A^iiini-niimM^^^ 

^mmm'^^mt^. ^MKAcmmm^p-tM. ^s^m^fei^iiGPRcsD 

[0 0 6 8] 

y hxmmmmmmt:m\'^^m^i^, g « ^ku ^^t/^ f©a 
^•yxmmv, ^^hr=. c^h] c AMP^^^it^i^tt^ii^-ts^ifciCcfcoT*) 

[0 0 6 9] 



2 8 
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2001—397523 

m<Dmmthx. cAMPA&cAMP/t;^xi/^>h (cre) (DwmrK 

^tf "T V ^ e> =fe (7) -e s o 

[0 0 7 0] 

m<D^^rxmm\H c amps (% u < c r E^^Ttcfes u 3j<- ^ -^^^ 

^^er-^J^flai^ cAMP* (t)b<ltC R E0J#TtCfeS U tK-^ 

3^11) *^ii*0-rtlli, m^iii©^«GPRC5DJC^-rS-f>A'-:;^Tdr-Xb 

[0 0 7 1] 

-nv^f^ (lip-^, Ga /KU^>^^ F5b^Gaq<D^;&:^^tBS#fflMJ^%'^tf^'^ 
) ^CfeV^T^*> Gajj^U^-l/^^FCD^I^^^^^flSl*^ P L C?S'[£&itg?^a!I^t■ 
S ^ t lC<fc y fP«-r S ilTb^'^^S. PLC?S«li, m:^\t. ^H^i^bTSiJj^;^ 
-7^5^.^';!,^ y h-;i/-4, 5-IlU>^&PLC-^^)^lB:^5-K:^inb, 




ffiiE#2 0 0 3 -3 0 0 5 9 2 7 



#2001—397523 

mmn^^rr^ p l cf^j^-fy^^mM^mt. m^mmmtcp r c 5 d jc^-r t 

[0 0 7 2] 

h - y >m<DM:Mm^^m'm b U . ^Wfigp^® C a $:?|f^-r § r t C J: 0 

xmm^mm^jtmm^y^^^-hvf:!^. m^-ifu-^ if nr^-^z. indo-u fi 

uor-3, Calcium-Green I^) S:MV^T45•^#6?^^C^H!^^f S*\ i^J J]yt/^ Am^^ 
^^mBMX:^^:ii^:tVy^^M^^xm^-t^:itt>^X^^i!)K ^^<Dm<D\^ 

ilhX. FLIPR (Molecular Devices?!) i/X7=-A3()^#lf e>tlS„ 
[0 0 7 3] 

%i]<Dm^t.hX. C a2+{Ccl;»JT^y:^l/'=¥a.l^- hStlSTPA (12-0— r 
h^-T^:«jy ;i/3ix;ix/K~;^-i3-T-fe-5^- h) jiS^x i^^ > h (TRE) CDfiJIlf 

p^C a^+iSrfpttt-SilVN-^txO-efeSo 
[0 0 7 4] 

'^^xmrnwrnrnKM-t^m^m^^m-t^o EMizmm 
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2 0 0 1 



—397523 



[0 0 7 5] 
[0 0 7 6] 

:^^m<^:^i^ U --y^^<D 1 ^^#^T'feS. G P RC 5 DS^SXli^® 

^CD^^ bV^-Sligffi,^», G P RC 5 DMaKX«-e®:%^%$: =1- F^-SD 
NA&'^tJfil^'^i7^f-il> fe<5:7T^ U-lcM-t'5Ga®RBfI^;&t)^ttS® 

[0 0 7 7] 

rGPRC5DSeMXli^®*&^«^^n-K'tSDNAj li, iH^J## 2 X 

y^IB^Jj&^bJ&y. GP RC 5Di:Il^®U:*'> K-^^^*BSf^ffl5:a^l/, 
oGa i:^^gbT^-t^:/^-^y h®GDP • GTP^m&l^^i&T&ir^m^^^ 

f -s^Ku^^^F, ^sv^^ifa^##2x^*4la^<DT^ y^ie^J*^e)^S3Ku 

F(D:r;i/yny?:n- Ff -SDN A'e$>:^^^^#^C0iPS^i^V^o GPRC 5 
D cDNA<3[)3 - FM^ (1B^J## 1 fB«<DJ^»@33«J*J^»#-^ 1-10 3 5 
, Xltmmm^ 3 |B^<DJfc^SIB^4'iga## 148-1047 T'atS tlSi&SIB 

^J) (om. -f^^ '*f-J^> h^(D\^hXlt'7^:^&^^(Dm^Ws<^&^(^ 

GP RC 5 DJC^y-Ufr-r-SGPCR^n- Ft-^DN A^>?)'^M^^tV> znhit. 



3 1 
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2001—397523 



5 ^^>f -;^)^^. GPRGbD(DcDN A^-fU-zft LT#^$n# 

So ^^i^^^ii, GPRC 5DCD cDNAS:aiC, 

^CD A3^e«r^Q.SlC J: y -^IC^MSr^A b % ® T' o T % j: V^„ 

[0 0 7 8] 

Ga(Dx^^s«?t^'&f®^m>^)^e>. RBnmMGBmmt^<m^nx 

[0 0 7 9] 

G a U ^ K ® Jl^ i: -t S ^ U - - > ^ 
Ga3Ki;'^>^^.F&n-K'rSDNAiii, =3- ^1"^^ 

®^*«l'mSfPMf5^S:^i"'S ® < % 2 G a *f U '^y^ F«SII© 

FS:3- F"rSDNACD:g=fe^^'feMilbT», a 6U®?^^^ffiS#ffiM^^^ 
i-SGa<Z)QDNA®C5^^(Z)J^5T^ y 3- Ff &SB^JS:> FCR^(D^A 

ICggI b % CD tl s o 

[0 0 8 0] 

GPRC 5DMe^Xli^®*&^®&=l- F-rSDNA, :g:tJ^G a 4<U 

V4 O©5f5:g0il:^n^-a?-, i?-^ F;<:*/n'^ >f LTR. ^'i7;^f^Bt'>r;v 

XLTR, MoMuLVS3^LTR, T-7^>^ fiJl^^Siy n ^- ^ 
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Gv%, $e>{c, mnm^i^^-it. mm-r-ij-AB^ (^h^-^-(^vy. r 

[0 0 8 1] 
[0 0 8 2] 

[0 0 8 3] 

i?tiMJ9S». ^V. i^;K -r^?::^, ^^yh, -^(DiiffL»aSS"t?^ 
^lt^^K:i!IIS«^5^V^. :ft#:e?riCli:, COP, U C127. Sp2/0, NS-U NIH3T3, ST2^ 
©Vi^XfiJ^MR ^^yhS^RMBS, BHK, CH0^<DAA:7.^-ft5^«gR COSl, 
C0S3, C0S7, CVl, Vero^CD-9-;i/ffi5fe$HB, ^J;meLa, 293^0)11 h fiJl^JBHSJ^ 

[0 0 8 4] 
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#2 001 — 397523 



So 

[0 0 8 5] 

(MEM) , ^JV^yZl^mm^i^^'^m^^ (DMEM) . RPMI1640^«S, 1 

tb<, MS»5i3 o~j!i«j4 ox:-efeSo 

[ 0 0' 8 6 ] 

±m(D^^izLxmht\,^. GPRc 5 Dm^Mxit^(D-m^m^::i'- 

Mve.NbT±?tS:llIilKbfe^, ^10 0, OOOX g@S-emvi>bTtfcmS:lllJlX'r 
[0 0 8 7] 

cAMP« (%U<«c AMPfS:^1tU3i<-^-<Z)^mfi) -^jJiBSl^Ca^+S ( 

& So 

[0 0 8 8] 

(CRE) *fcliTPAlS^Xl/;i>h (TRE) ^^ti-fU^^-^t 
-«ODT^lc U 7J<- ^ -iiaK 5: =1 - K-^S D N A*<ai86«rJcm^ b fe^^:* 
h&-^tf/<^^-S:#A$tl7^=fe®'efe-&iK^li*'^feS= CREttc AMP® 
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2001—397523 ^ 
UTTGACGTCASr-g-tfiB^J^Jj^^lf e>fl-S*^. c AM P/S^ttSr^if f S ^^S5 

CREXliTRE^-g'tf:fn^-at-IB^Ji:bTli, ±fB®i:e)^^7>r;i/X":/n 
~^-Ba3«J®T?SlCCRE*feliTREBB^JS:#A-tSZli:A^T'^So CREX 

7!)^Igfi$tl^ri:A^c^:y^*b^.^, Zl®J:e>^CRE (X«TRE) -UjJ<-^ 
[0 0 8 9] 

:^^m<D^^ V ^^(^ imm.^&X:&^. GPRC 5DSeSXli^<Z) 

^CDSU®^* bV^||^i®=m^i> GP RC 5 DgeMX«-e®*&^#<^C5^j^iR!llC 
, &-S7T^ y-lCJi^SGaODRBMi|g:Stt>*«ita)Ga®GBM^Dc%^I>^<il 
%^tf U '^^^ FTb^^JlS b fcift-^SeM S: 3 - K-rS D N A $:'^tf^^'< 

[0 0 9 0] 

GPRC 5 DgeSX'li^®ii|l^ifeS:3- Ki--g>DNA, MtJ^tC#7T^ U ~ 
(DGaCDRB^-^^Jgc^tOfft^^GaOGBM^^r-^t^Ji^'J^^^ Kt" 
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2001—397523 



rilTD^T'^So Mx-li, PCR^S:ffiV^TGPRC5DS:3-F•rSDNA®^ 

^ j:^lC, DNAU:^f-1f$:MV^T^>f'^f-i/3>t--5^CZ):&^*^#^f e>ti.'&o 
rcDig, GPRC5D<3DC5^Sg®-^S:^^$-a:fcy, G P RC 5 D G a i:® 
ICHis-tag^CD U > 5!J -BB^J ff A U 7^ y i- S r % ^ S o 
[0 0 9 1] 

> K(Z)^#«TJCtB2#MbT, GalCfel-JSGDP • GT P^mKf^-^i&Mh 
n^o ^oT, Gatt'BS6^tc?S'|£^snfe5|^^i::^e'S. 
[0 0 9 2] 



feSVMi, Ga K^--^ D N A®#^©g|5:9-iC<i^^©#^C J: U^M?:^ 

'^izmmzm^^^^i^fJ^'t*^^- ^(D^^^^J^nrnt, m:^it. m. Pharmacol., 
57, 890-898 (2000) -^ Biochemistry , 37, 8253-8261 (1998) ICfH^^ 

[0 0 9 3] 

j:e>^i&^^a« (=fob<tt^MGa) ^^^ll^J8S^cov^T%, -^Mt-s:^ 

[0 0 9 4] 

2^^B^O!)^&tCSrjO!)ffi=mtC^3VNTl$, GPRC5DiieWXt«®*^^^«:^ 
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#2 001 — 397523 



-^VL^ijmmir^ZLtifiX'n^o &SV^tt, GPRC5D^QS 

xit'toi^mm^^ - Ki-s D N A s:-^tr^JS'<^ - ^mA-^^t^mMxmm 

Tb^^), mGPRC5Dm#^^, His-tag, GST-tag^$:MV^feT7'f — --J' n 

MiSI^SBflS^^fe. IftGP RC 5 DMf*:^, His- tag, GST-tag^S:M V^fer 7 — 
h ^^:7^ -^{ci: y5|t|gi-sci2i*^T'^§o 

[0 0 9 5] 

AXfl|«-aMmS:#Mgt-SHI«^ibTtt, ^^:7.y r^VJVnV > (PC) . 
3H>^7r^s^Vi/-fe'J > (PS) , 3i/x-5^n-;v (ch) , /jN;^7T^$^;i/-f y 
$/h~;i/ (PI) > jJn>^:7t^S^;v:ii^>^-;^T^> (PE) ^*^#jfe)n, r 
tie> lSI*;fe:tt2@JSJA±$:)i^:&i:b^-eM'^b7^%®*W*b<^m$tl§o 
[0 0 9 6] 

t>> tf. PC:PI:Ch=12:12: 1 (DU^mW^ UUTi^JVI^mU^M 

^-hbfc^. mmtj^mmmt^Mhxmm'r^o jm;ioo, oooxg-eso- 

6 0^mMjti>hxmW:-kms!^-t^:r.t.K^^). mMO::^a^:ryji<y-AS:#S 
:r.tii^X^^o 
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[0 0 9 7] 
[0 0 9 8] 

:M-u^?A. u >m^;i/^>'i7A. ^jiymiJ)viy^2^^(DmmM. ysT^rvym 
3L7up;w ^jv^. '^t;vjvmm-f-hv^2^^(DmM> ^^y 
i^yv-y\^. ^vi//\yV t^y ' rye^^^^. ^vt/y. :^vyt^n^<D 

[0 0 9 9] 
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#2001—3 97523 



[0 10 0] 

4¥mamrjt^^ (m^ii. &ir^m. m^^m. mm^x. m^mn^rjt}^) 

[0 10 1] 

S> iS'th<itmo. 0 0 8~j^0. 0 2 5/kgt?$>So 
[0 10 2] 



[0 10 3] 

##M 1 : G P R C 5 D^^^g)|§3^^^^^tf 



3 9 
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#2 001-397523 



; B^^Ur) ^aj*TSPS:Trizol (Gibco) xlisiZji%=EPi-^ XL. ±RN A^U 
^Lfe. i^RNA 1 figtimmiC. RNA PGR Kit (AMY) Ver2.1. (Takara) SrM 

RC 5D (mGp r c 5 d ) V- $:mv^T P C R&^Toifeo t^. T 

5' -ACC TOT TCT GTG AGA ACG AG- 3* (iB^J##5) 
5' -GGA AGA GGA CAT AGA TCA GG- 3' (1B^J## 6 ) 
^(DUM. dhXd b V1^Xg)mJ^TalS^CfeV^'rGP RC 5 D^A^^ii^B^LX 

[0 10 4] 

mmmi : fiBjt^^;v'7'^:^{cj^-raGPRc 5D^a->y>^-fe>xDN a 
(l)llst#M 

: GPRC 5 Di7D->T>^-fe>:^DNAH3:, m^MB'f-mi^^ KV^jfi 
icM-r-S 2 5 me r (D^:r-;VfbT>^'fe>XDN A&ffiV>fe„ Jg^TlC^T^^ 
■fe > X D N A (DJ^aiB^J ^^-t o 
5' -TCA TAG ATG GTG ACT TAT AGG TAG A- 3' (BB^J#-^ 7 ) 

5' -COT GTT ACC TCA GTT ACA ATT TAT A-3' (S3^J## 8 ) 
mRNAi^i. 7 0 5^1?CZ)X^^>f i/:^ ^MmS:6f^S^"tie^lC J: y^feDfcBB 



4 0 
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m^mm : c 5 ? b l d b/d b i&.r. mm^^y^ti^^o) as p pmrn 
M'wmm : umi)^ 2 0 xjjb^ji 2 6 tcjb^t^ mnmrn-^ s 0 %};a± 7 0 %&.rizm 

n^ti. mmt)^ 8:00~20:00 ,^,J^T, 20:00 — 8:00 m'^JO)-^^ ^ 

;i/c^^s4xfcasMT'M»b7^„ mm^itmmmn (ce-2, H^j^^^i/T) 

[0 10 5] 

(2) 

/£4 1 ®T>5^-fe>:^DNA$:-^tJAXfliflM (0. 1 6 6 g/L CaClg. 7 
. 014g/L NaCI. 0. 298 g/L KCl, 0. 203g/LMg 
C Ig • 6 HgO. 2. lOg/LNa HCO3) $:|ii^b:feo 
[0 10 6] 

(3) T^^f^-fe^J^DNAOOM^F^iS^ 

fle?^-7'i7;^&2S¥tc45'it, —mmi0ii(D^. ^-ms : 0 0{cM^j^iQ*^ill^Jc, 

lS¥{CT>5^-fe>:^DN A^#M&4 /I ly-^tfT. (T^^^-fe^/J^^DN Ai: LT 
3 0 g/v^^?.) %e>— l¥Jciin> hn-;i/DNAig#?g[4 /i l/vi?>^ 

[0 10 7] 

(4) T>^-fe>XDNA^#{Cj:^V^7:;?.(^SII*, JfeHMtCM-T -S^W 

*%#ffibfeo JBB^V'i;:;^®SIB*lc*f-tST:y^'fe>':^DNA®#MS:gIi 
a^i". ® l^c;fev^T, M-feO?Ej^A«=r> hn~;i/DNA®-^ap, S-fe^^Jj^A 
liT>^-fe:yXDNAK-§^PCD, 1 2 ^P^#(D5p±*fg||4 

3> hn-;PDNA^^I¥n = 4, T>^-fe>:^DNAtg#f^n = 4 
) ^#^1 2^r«g'e«SlifftlC:^^^iP'fbtt|g«)e>;n;&A^o:feo L*^b 

, -ew^^Mi^il^JCGPRC 5Di?n->®r>^i2>:^DNA^#fCJ: y. 
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n-;i'DNA^-#?¥n = 4, T>'^-fe>XDNAiS^f^n = 4) ^r^-tc S-^^ 
2 4^!S*-e«:i^^^^'ftSli^«>e>ti:&*^ofeo LA^U, ^#^4 8^^T'GP 

^T' S nrigttA^a^iig ^ *i „ 
[0 10 8] 

d bydh ^^y^ m. sPF^'i^-K> ^ANpviii^, m^u^mi imm 

SPF^rv-K. 0A^6Mf&, Bi^^gm^l liSm. B2p:5^^-;^X- UA- 
;JSilT, iESvl^>li:v^e)) ®m^TaPS:li:^*^J^fe«fct^2 4^^jm:^:l^^'^*i^ 
mt, Trizol (Gibco) ifiicT3iN=E e;•:^-r X N A b feo ^RNA 

1 fig ^SYM Green RT-PCR Reagent (Roche) S:MV^T, j^^^^K^S&^To feo 

— (TIH#Ri) ^rM-R-b, ABI7700 sequence detector (PE biosystems) &MV> 
XFCR^m^MMh. GPRC bD^n-^O^t-e-^^^^t&^MtfbT^o t 
feGPRC5D^n->®^3^ii, GAPDH (^^ U •l2;i'T;i/7'tl F- 3 - U > 

• GPRC 5 D 
yit-V- K^^^V- : 

5* -GGA GTA TOT GAT COG ATC AGO TAG A- 3' (iB3?ll## 9 ) 

5' -CAC TCT TGC AGG TTG TGT GTA TGG- 3' (iB^J## 1 0 ) 

• GA P D H 
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2 0 0 1 



—397523 



5' -CM GAG AGG GCC TAT CCC AAC T- 3' (iB^J## 1 1 ) 

5' -OTA GGG CCC TCC TGT TAT TAT GG- 3* (IB^J#-^ 1 2 ) 
[0 10 9] 

GP Rc 5 Dm^^<Dm'0iiymik^mx'<D^wMm^m2K^ta 03 ic^vn 

GPRC5D^n-:/l«:^ffliM^m?:^i-§«rig'ffi*^^«^^*i':^o 
r GPRC 5D^n->l±^ll*feJ:t)^«if^ii®i®tiSi-S9^^^^'-^^ 

GPRG5D^a-> /tis-r s CI ti, J: u n^mtAm^wmm'^m^ 

[0 110] 

j|li^M4 : GPRC 5D jyp->^^IS^^g>lf3l 

( 1) #Am^^^^ ^ 

GPRC 5D^?n-><Z)n- K^i^&KOD-Plus (TOYOBO) P C R?5S-eiilPi 
^-So ifipibfc^'fe^iT^5:.PcDNA3.1 (Invitrogen) ICffAU, GPRC5D^ 

[0 111] 

(2) mfmo^m:^ 

gJlT©3o®^'f ^®^^^GSe^ (CJq. Gqi5, Gqs5) W^CKOmU 
m (Molecular Devices) 1 0 c m^^^MlCMab. 10% FB S (Gibco) 
$:-^tfD-MEM^^ (Gibco) 6 0 ~ 7 0 %n > h IC^^ * 

^•rso ^<Dm.Uikmmmzmmv. jisb (D -^^nufeGPRcsD^^/^ 

^5f-^Lipoofectamine-Plus (Gibco) i::^-^^$:J^^$-ti:^«SlC^int- So 5 



4 3 



2003-3005927 



• 
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A g/mia)G4 1 8 i: i 0% FB SSr-^tfD-MEM^^lC^^b, 10c 

m^mmM.izmm-t^„ mumzm^^M^^^^^-^^Mi^. gprcsd^ 

^^mm (¥q> ¥qi5, ¥qS5) t.'t^. 
[0 112] 

( 1 ) mm<om^ 

GPRC 5D^^|§3^^ (¥q, ¥qi5, ¥qS5) 9 6 5^*§«Jni{C»® 10% 
FBS (Gibco) $:-^tfD-MEM^;^ (Gibco) cfi-e 6 0 7 0 %n 

[0 113] 

(2) m<^mu 

it-^m i2. 5mM DMSO^?K) 5: D -MEM^;NS-e B e5©mStC:&'5 J: e» 
eflab.) :5ttJ^2. 5 mM®probenecidS:^]5nb> S 7 Xi l^ 6 0 ^^^ir & o 
[0 114] 

(3) FLIPR«6{Ci:S«HMl^:j^j;i/->'?A?gMM^ 

±m<DmM^mhr:LmB^^^l^tc'P B SVm^l'. Ihyrode's medium (2. 
5 mMCDprobenecid, 1% iCM?®i"'&o ;^#JIIL(^4 8 8 nM 

, 5 4 0 nMT?(5D^lRS:FLIPR (Molecular Devices) lCT^*t*So 
[0 115] 

GPRC 5Dl^S:^^fi&{CH#i-^GPCRT'fe'l>3i:*^e>. GPRC 5 D<Z) 
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y ^ismiz G P R C 5 D ® U > F.^ tCSoa-M \z:K^^)--y^' 

- - mmmm-^ -ij-^m fe^^^^® sssiic^t « i? ^ s , 

[0116] 

SB^J##5 : GPRC5D m RN A SrifiHI-S fcii?)® ::^^-f "7- ii bTal§i■ 
m^m^G I GPRC5D mRNA^fii|i-rSfe«)©^^-fV-i: L/Til|gf 

iB^J#-t9 : GPRG5D mRN A ^Jfipif «5 ^^-f L/Ttitg-T 
< T^-tf >f > $ n U If 3? ^ ^ K. 

lB^!I#-tl 0 : GPRC 5D mRNASrfiipi-r^?^4?)®:;^^>f V.-i: bTmtS 
-t^ < T^if >f > 3 tiT^:^ U ^ <^ l/;r5=- K„ 

mm^^i 1 : GAPDH mRN A t:mmir^r:ii^(D 4 -^-nhxmmt 

SB^J#-^1 2 : GAPDH mRN A^mm't^tc!^<Dzf^^'T-tLXmM't 
^ < f'lf > ^ U 51 ^ F, 

[0 117] 

SEQUENCE LISTING 
<110> Sumitomo Pharmaceuticals 

<120> Therapeutic Agent for Anorexia Nervosa or Life-Style Related 
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2 0 01 — 397523 
Diseases, and Method for Screening Same 
<130> A5309 
<160> 12 

<170> Patentin version 3.0 

<210> 1 

<211> 1038 

<212> RNA 

<213> Homo sapiens 

<220> 

<221> CDS 
<222> (1) . . (1035) 

<400> 1 

aug uac aag gac ugc auc gag ucc acu gga gac uau uuu cuu cue ugu 
Met Tyr Lys Asp Cys He Glu Ser Thr Gly Asp Tyr Phe Leu Leu Cys 
1 5 10 . 15 

gac gcc gag ggg oca ugg ggc auc auu cug gag ucc cug gcc aua cuu 
Asp Ala Glu Gly Pro Trp Gly He He Leu Glu Ser Leu Ala He Leu 

20 25 30 

ggc auc gug guc aca auu cug cua cue uua gca uuu cue uuc cue aug 
Gly He Val Val Thr He Leu Leu Leu Leu Ala Phe Leu Phe Leu Met 

35 40 45 

cga aag auc caa gac ugc age cag ugg aau guc cue ccc ace eag cue 
Arg Lys He Gin Asp Cys Ser Gin Trp Asn Val Leu Pro Thr Gin Leu 

4 6 ffiliE# 2003-300592 




48 



96 



144 



192 
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50 55 60 

cue ttuc cue cug agu guc cug ggg cue uuc gga cue gcu uuu gee uue 240 
Leu Phe Leu Leu Ser Val Leu Gly.Leu Phe Gly Leu Ala Phe Ala Phe 
65 70 75 80 

auc auc gag cue aau caa caa acu gcc ccc gua cgc uac uuu cue uuu 288 
He He Glu Leu Asn Gin Gin Thr Ala Pro Val Arg Tyr Phe Leu Phe 

85 90 95 

ggg guu cue uuu gcu cue ugu uue uea uge cue uua gcu cau gee uec 336 
Gly Val Leu Phe Ala Leu Cys Phe Ser Cys Leu Leu Ala His Ala Ser 

100 105 110 

aau eua gug aag cug guu egg ggu ugu guc uec uuc uec ugg aeg aca 384 
Asn Leu Val Lys Leu Val Arg Gly Cys Val Ser Phe Ser Trp Thr Thr 

115 120 125 

auu cug uge auu gcu auu ggu uge agu cug uug caa auc auu auu gee 432 
He Leu Cys He Ala He Gly Cys Ser Leu Leu Gin He He He Ala 

130 135 140 

acu gag uau gug acu cue auc aug ace aga ggu aug aug uuu gug aau 480 
Thr Glu Tyr Val Thr Leu lie Met Thr Arg Gly Met Met Phe Val Asn 
145 150 155 160 

aug aca ccc uge cag cue aau gug gae uuu guu gua cue cug guc uau 528 
Met Thr Pro Cys Gin Leu Asn Val Asp Phe Val Val Leu Leu Val Tyr 

165 170 175 

guc cue uuc cug aug gcc cue aca uuc uue guc uce aaa gcc ace uuc 576 
Val Leu Phe Leu Met Ala Leu Thr Phe Phe Val Ser Lys Ala Thr Phe 

180 185 190 

ugu ggc ccg ugu gag aac ugg aag cag cau gga agg cue auc uuu auc 624 
Cys Gly Pro Cys Glu Asn Trp Lys Gin His Gly Arg Leu He Phe He 

195 200 205 

acu gug cue uuc uec auc auc auc ugg gug gug ugg auc uec aug cue 672 
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Thr Val Leu Phe Ser He He He Trp Val Val Trp He Ser Met Leu 

210 215 220 

cng aga ggc aac ccg cag uuc cag cga cag ccc cag ugg gac gac ccg 720 
Leu Arg Gly Asn Pro Gin Phe Gin Arg Gin Pro Gin Trp Asp Asp Pro 
225 230 235 240 

guc guc ugc auu gcu cug guc acc aac gca ugg guu uuc cug cug cug 768 
Val Val Cys He Ala Leu Val Thr Asn Ala Trp Val Phe Leu Leu Leu 

245 250 255 

uac auc guc ecu gag cue ugc auu cue uac aga ucg ugu aga cag gag 816 
Tyr He Val Pro Glu Leu Cys He Leu Tyr Arg Ser Cys Arg Gin Glu 

260 265 270 

ugc ecu ttua caa ggc aau gee ugc ccc guc aca gee uac eaa.cac age 864 
Cys Pro Leu Gin Gly Asn Ala Cys Pro Val Thr Ala Tyr Gin His Ser 

275 280 285 

uuc caa gug gag aac cag gag cue uee aga gee cga gac agu gau gga 912 
Phe Gin Val Glu Asn Gin Glu Leu Ser Arg Ala Arg Asp Ser Asp Gly 

290 295 300 

gcu gag gag gau gua gca uua acu uca uau ggu acu ccc auu cag ccg 960 
Ala Glu Glu Asp Val Ala Leu Thr Ser Tyr Gly Thr Pro He Gin Pro 
305 310 315 320 

cag acu guu gau ccc aca caa gag ugu uuc auc cea cag gcu aaa cua 1008 
Gin Thr Val Asp Pro Thr Gin Glu Cys Phe He Pro Gin Ala Lys Leu 

325 330 335 

age ccc cag caa gau gca gga gga gua uaa 1038 
Ser Pro Gin Gin Asp Ala Gly Gly Val 
340 : 345 

<210> 2 
<211> 345 
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<212> PRT 

<213> Homo sapiens 

<400> 2 

Met Tyr Lys Asp Cys lie Glu Ser Thr Gly Asp Tyr Phe Leu Leu Cys 
1 5 10 .15 

Asp Ala Glu Gly Pro Trp Gly He. lie Leu Glu Ser Leu Ala lie Leu 

20 25 30 

Gly He Val Val Thr He Leu Leu Leu Leu Ala Phe Leu Phe Leu Met . 
35 40 45 

Arg Lys He Gin Asp Cys Ser Gin Trp Asn Val Leu Pro Thr Gin Leu 
50 55 60 

Leu Phe Leu Leu Ser Val Leu' Gly Leu Phe Gly Leu Ala Phe Ala Phe 
65 70 75 ' 80 

He He Glu Leu Asn Gin Gin Thr Ala Pro Val Arg Tyr Phe Leu Phe 

85 90 95 

Gly Val Leu Phe Ala Leu Cys Phe Ser Cys Leu Leu Ala His Ala Ser 
100 105 110 

Asn Leu Val Lys Leu Val Arg Gly Cys Val Ser Phe Ser Trp Thr Thr 
115 120 125 

He Leu Cys He Ala He Gly Cys Ser Leu Leu Gin He He He Ala 

4 9 2003-3005927 
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130 



135 



140 



Thr Glu Tyr Val Thr Leu lie Met Thr Arg Gly Met Met Phe Val Asn 

145 .150 155 160 

Met Thr Pro Cys Gin Leu Asn Val Asp Phe Val Val Leu Leu Val Tyr 
165 170 175 

Val Leu Phe Leu Met Ala Leu Thr Phe Phe Val Ser Lys Ala Thr Phe 
180 • 185 190 

Cys Gly Pro Cys Glu Asn Trp Lys Gin His Gly Arg Leu lie Phe He 

195 200 205 

Thr Val Leu Phe Ser lie lie lie Trp Val Val Trp lie Ser Met Leu 

210 215 220 



Leu Arg Gly Asn Pro Gin Phe Gin Arg Gin Pro Gin Trp Asp Asp Pro 
225 230 235 240 

Val Val Cys lie Ala Leu Val Thr Asn Ala Trp Val Phe Leu Leu Leu 
245 250 255 

Tyr lie Val Pro Glu Leu Cys He Leu Tyr Arg Ser Cys Arg Gin Glu 

260 265 270 

Cys Pro Leu Gin Gly Asn Ala Cys Pro Val Thr Ala Tyr Gin His Ser 
275 280 285 
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Phe Gin Val Glu Asn Gin Glu Leu Ser Arg Ala Arg Asp Ser Asp Gly 

290 295 300 

Ala Glu Glu Asp Val Ala Leu Thr Ser Tyr Gly Thr Pro He Gin Pro 

305 • 310 315 320 

Gin Thr Val Asp Pro Thr Gin Glu Cys Phe He Pro Gin Ala Lys Leu 
325 330 335 

Ser Pro Gin Gin Asp Ala Gly Gly Val 
340 345 

<210> 3 

<211> 1324 

<212> RNA 

<213> Mus musculus 

<220> 

<221> CDS 

<222> (148) .. (1047) 
<400> 3 

gaggagagau uaaagcaccu gaaguugucu ccuccuuacu cauuugcagc cacagcuucc 60 

ccaccagcac agccucagag gcuuccggag uagacucgga ggaggagacc agacauccgu 120 

ucucgugagg ucuaccuaua agucacc aug uau gag gac ugc gug aag ucc aca 174 

Met Tyr Glu Asp Cys Val Lys Ser Thr 
1 5 

5 1 ffilE# 2003-3005927 
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gaa gac uaa uac cue uuc ugn gac aac gag ggg cca ugg gcc auu guu 222 

Glu Asp Tyr Tyr Leu Phe Cys Asp Asn Glu Gly Pro Trp Ala He Val 

10 15 20 25 

cug gag ucc uug gca gug auu ggc ana gug guu acc aua uug cua cue 270 

Leu Glu Ser Leu Ala Val He Gly He Val Val Thr He Leu Leu Leu 

30 35 40 

cug gca uuu cug uuc cue aug egg aaig guu eag gac ugc age eag ugg 318 
Leu Ala Phe Leu Phe Leu Met Arg Lys Val Gin Asp Cys Ser Gin Trp 

45 50 55 

aac gug cuu ccc acu cag uuc cue uuc cug cug geu gug cue ggg cue 366 
Asn Val Leu Pro Thr Gin Phe Leu Phe Leu Leu Ala Val Leu Gly Leu 

60 65 70 

uuc gga cuu acu uuu gee uuc auc aue caa cue aac cau caa acu gcc 414 
Phe Gly Leu Thr Phe Ala Phe He He Gin Leu Asn His Gin Thr Ala 

75 80 85 

ecu guu cgc uac uuc cue uuu ggg guu cue uuu geu aue ugc uuc nee 462 
Pro Val Arg Tyr Phe Leu Phe Gly Val Leu Phe Ala He Cys Phe Ser 
90 95 100. 105 

ugc cue cug geu cau gcc ucc aac cug gug aag cug guc egg ggu aga 510 
Cys Leu Leu Ala His Ala Ser Asn Leu Val Lys Leu Val Arg Gly Arg 

110 115 120 

guc ucc uuc ugc ugg aca aca auu cug uuc auu gcu auc ggu guc age 558 
Val Ser Phe Cys Trp Thr Thr He Leu Phe lie Ala He Gly Val Ser 

125 130 135 

cug uug eag acc auc auu gcg aua gag uau gug acc cue auc aug ace 606 
Leu Leu Gin Thr He He Ala He Glu Tyr Val Thr Leu He Met Thr 
.140 .145 150 

ggc uug aug uuc gag cau aug aca ceg uau cag cue aau gug gac 654 
Arg Gly Leu Met Phe Glu His Met Thr Pro Tyr Gin Leu Asn Val Asp 
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155 160 165 

uuu guc ugu cue cue: auc uau guc cue uuc cug aug gcc cue acu uuc 702 
Phe Val Cys Leu Leu He Tyr Val Leu Phe Leu Met Ala Leu Thr Phe 
170 175 . , 180 185 

uuc guc ucc aag gcc acc uuc ugu ggc cca ugu gag aac ugg aaa cag 750 
Phe Vai Ser Lys Ala Thr Phe Cys Gly Pro Cys Glu Asn Trp Lys Gin 

190 195 200 

cac gga agg cue aua uuu gcu acu gug cug guc ucu auc auu auc ugg 798 
His Gly Arg Leu He Phe Ala Thr Val Leu Val Ser He He He Trp 
205 210 215 

gug gug ugg auc ucc aug cue uug aga ggc aac ccc cag cue cag cga 846 
Val Val Trp He. Ser Met Leu Leu Arg Gly Asn Pro Gin Leu Gin Arg 

220 225 230 

cag ccc cac ugg gac gau gca guc auc ugc auu ggc cug guc acc aac 894 
Gin Pro His Trp Asp Asp Ala Val He Cys He Gly Leu Val Thr Asn 

235 240 245 

gcu ugg guc uuc cug cug auc uac auc auc ecu gag cug age aua cue 942 
Ala Trp Val Phe Leu Leii He Tyr He He Pro Glu Leu Ser He Leu 

250 255 260 265 



uac agg uea ugu agg cag gag ugu ecu aca caa ggc aac guc ugc cag 
Tyr Arg Ser Cys Arg Gin Glu Cys Pro Thr Gin Gly Asn Val Cys Gin 

270 275 280 



990 



guc ecu guc uac caa cgc age uuc agg aug gau ace cag gaa ccc ace 1038 
Val Pro Val Tyr Gin Arg Ser Phe Arg Met Asp Thr Gin Glu Pro Thr 
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285 290 295 

aga gag ugc ugaucccagc cgggaguauc ucaucccauc agcuacacua 1087 
Arg Glu Cys 
300 

agcccacagc aagaugcagg auuguaaagc uacuggaaac agcauagaga caaccuggaa 1147 

gagugcccug cuccacacag cccuaaagag cccaggggag cacuggacac acugucaaug 1207 

aagcauccuu ccugucccuu ccucucuguu ucccugcccu nuccacucuu cuggacccag 1267 

ccucugaaga cugucattguc cugcacaauu aaaaucuugu ugccacccua aaaaaaa 1324 

<210> 4 

<211> 300 

<212> PRT 

<213> Mus musculus 

<400> 4 

Met Tyr Glu Asp Cys Val Lys.Ser Thr Glu Asp Tyr Tyr Leu Phe Cys 
1.5 10 15 . 

Asp Asn Glu Gly Pro Trp Ala He Val Leu Glu Ser Leu Ala Val lie 
20 25 30 

Gly He Val Val Thr He Leu Leu Leu Leu Ala Phe Leu Phe Leu Met 

35 40 45 

Arg Lys Val Gin Asp Cys Ser Gin Trp Asn Val Leu Pro Thr Gin Phe 
50 55 60 
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Leu Phe Leu Leu Ala Val Leu Gly Leu Phe Gly Leu Thr Phe Ala Phe 
65 70 75 80 

lie lie Gin Leu Asn His Gin Thr Ala Pro Val Arg Tyr Phe Leu Phe 

85 90 95 

Gly Val Leu Phe Ala He Cys Phe Ser Cys Leu Leu Ala His Ala Ser 
100 105 110 

Asn Leu Val Lys Leu Val Arg Gly Arg Val Ser Phe Cys Trp Thr Thr 
115 120 125 

lie Leu Phe He Ala He Gly Val Ser Leu Leu Gin Thr lie lie Ala 
130 135 140 

He Glu Tyr Val Thr Leu He Met Thr Arg Gly Leu Met Phe Glu His 
145 150 155 160 

Met Thr Pro Tyr Gin Leu Asn Val Asp Phe Val Cys Leu Leu lie Tyr 
165 170 175 

Val Leu Phe Leu Met Ala Leu Thr Phe Phe Val Ser Lys Ala Thr Phe 
180 185 190 

Cys Gly Pro Cys Glu Asn Trp Lys Gin His Gly Arg Leu He Phe Ala 
195 200 205 

Thr Val Leu Val Ser He He He Trp Val Val Trp He Ser Met Leu 
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#2001 

I 

210 215 

Leu Arg Gly Asn Pro Gin Leu Gin krg Gin Pro His Trp Asp Asp Ala 

225 230 235 { 240 

Val He Cys lie Gly Leu Val Thr Asn Ala Trp Val Phe Leu Leu lie 
245 250 255 

Tyr He He Pro Glu Leu Ser He Leu Tyr Arg Ser Cys Arg Gin Glu 
260 265 270 

Cys Pro Thr Gin Gly Asn Val Cys Gin Val Pro Val Tyr Gin Arg Ser 

275 280 285 

Phe Arg Met Asp Thr Gin Glu Pro Thr Arg Glu Cys 
290 295 300 

<210> 5 

<211> 20 

<212> DNA 

<213> Artificial /Unknown 
<220> 

<221> misc_feature 

<222> ()..() 

<223> Oligonucleotide designed to act as primer for amplifying GPRC5D 

. mRNA. 

5 6 2003-300592'; 
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<400> 5 

acctcttctg tgacaacgag 20 



<210> 6 

<211> 20 

<212> DNA 

<213> Artificial/Unknown 



<220> 

<221> misc_feature 
<222> ()..() 

<223> Oligonucleotide designed to 
mRNA. 

<400> 6 

ggaagaggac atagatcagg 



act as primer for amplifying GPRC5D 



20 



<210> 7 

<211> 25 

<212> DNA 

<213> Artificial/Unknown 



<220> 

<221> misc_feature 
<222> ()..() 

<223> Oligonucleotide designed to act as antisense DNA for inhibiting 
expression of GPRC5D. 
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<400> 7 

tcatacatgg tgacttatag gtaga 25 



<210> 8 
<211> 25 

<212> DNA 

<213> Artificial/Unknown 
<220> 

.<221> misc_feature 
<222> ()..() 

<223> Oligonucleotide designed to act as antisense DNA for sequence 

resulted from mutation causing abnormal splicing at position 705 
of (-globin pre-mRNA in thalassemia. 

<400> 8 

cctcttacct cagttacaat ttata 25 

<210> 9 

<211> 25 

<212> DNA 

<213> Artificial/Unknown 



<220> 

<221> fflisc_feature 
<222> ()..() 

<223> Oligonucleotide designed to act as primer for amplifying GPRC5D 
mRNA. 



5 8 
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<400> 9 • 

ggagtatctc atcccatcag ctaca 25 

<210> 10 

<2H> 24 

<212> DNA 

<213> Artificial/Unknown 



<220> 

<221> misc_feature 
<222> ()..() 

<223> Oligonucleotide designed to act 
mRNA. 

<400> 10 

cactcttcca ggttgtctct atgc 

<210> 11 

<211> 22 

<212> DNA 

<213> Artificial/Unknown 
<220> 

<221> misc_feature 

<222> ()..() 

<223> Oligonucleotide designed to act 
mRNA. 

<400> 11. 



as primer for amplifying GPRC5D 



24 



as primer for amplifying GAPDH 
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caagagaggc cctatcccaa ct 



22 



<210> 12 

<211> 23. 

<212> DNA 

<213> Artificial/Unknown 
<220> 

<221> misc_feature 

<222> ()..() 

<223> Oligonucleotide to designed to act as primer for amlifying GAPDH 



[01] 

i8#S[^~4 8^r^^) Sra^t-EIT'^So hn-;i/DNAiS: 
0 . 0 5, Student(D t , 



ig#E^~4 8^r^^) ^^t-®T'^§, M^(Z):;5j^Attn:y hn-;i/DNA^ 
a^0:j5;^AliT>5^-lr>:^DNA©^fflcfet-teifiiiii'fit i^^±^mm 
n> hn~;i/DNAm^l¥n = 4, T:/f^iz>:^DNAtg#|¥n = 4) 



mRNA. 



<400> 



12 



ctaggcccct cctgttatta tgg 



23 
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[03] 

lC^l:rSGPRC 5D/GAPDHit (^i&±M^PM^, #f^n=3) ^r^tb-^ 
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mm 




imz] 



^ 400 

U) 

£ 300 



8:00- 20:00- 8:00- 20:00- 
20:00 8:00 20:00 8:00 

(0-12hr) (12-24hr) (24-36hr) (36-48hr) 

1^^ ilSW:1&^^(DmfS) 



600 - 
500 - 



200 - 



100 
0 




24 48 

Wi^^oymfsi mm) 



3.0 r 





1 



1 
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